Chemical structure of monochlorobimane (MCB), a probe whose fluorescence is increased by conjugation to reduced glutathione (GSH) by glutathione-S-transferase (GST) enzymes. (B) Intracellular total glutathione detected in HAP1 cells using MCB (via flow cytometry) and Ellman's reagent (via biochemical assay) in response to the GSH biosynthesis inhibitor, buthionine sulfoxomine (BSO, 24 h). Data represent mean ± SD from three independent experiments. (C) Flow cytometry data of MCB-labeled HAP1 cells in response to 24 h treatment ± erastin2 (5 µM) + ferrostatin-1 (Fer-1, 2 µM). Fer-1 was included to prevent cell death at this timepoint prior to GSH analysis. a.u.: arbitrary units. 50,000 cells were counted per condition. (D) Percent enrichment of gene trap insertions mapped to the indicated gene loci relative to total gene traps sequenced in the isolated 'MCB High ' population versus unsorted cells. KO1 cells stably complemented with wildtype MRP1, a GSH-export defective mutant MRP1 K332L or vector control (Empty), treated with DMSO or erastin2 (5 µM) at the start of the experiment (t = 0 h) or after 24 h of treatment. Dead cells are observed by the uptake of SYTOX Green dye. (B,C) Images aquired at the start of the experiment (t = 0 h) or after 24 h of treatment for H1299 or U-2 OS cells transduced with a control (Empty) vector or a MRP1 overexpression vector, and treated with erastin2 (1 µM, B) or switched to medium lacking cystine (-cystine, C) ± ferrostatin-1 (Fer1, 2 µM), deferoxamine (DFO, 100 µM) or Q-VD-OPh (QVD, 25 µM). All panels are representative images from one of three independent experiments and dead cells are marked by uptake of SYTOX Green. Scale bar = 50 µm. 
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